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into an uncovered septic tank located in front of the kitchen. Water
results showed that water was ﬁt for human consumption.
Conclusion: Poor hand hygiene practices exacerbated by poor
access to running water was the likely source of infection.
Improving access to running water and sanitary facilities was rec-
ommended. Regular hand washing for all residents and improved
environmental hygiene were emphasized.
http://dx.doi.org/10.1016/j.ijid.2016.02.949
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Background: Reverse genetics employ the use of infectious
cDNA clone to study the phenotype of a virus by introducing
mutation in its genome. Previous studies using Alphavirus double
subgenomic infectious cDNA clone encoding reporters, have met
with the loss of reporter gene expression in subsequent passages.
In the present work, we have tried to address the instability of such
recombinant viruses of Chikungunya virus (CHIKV) with reporters
upon passaging.
Methods & Materials: The infectious double subgenomic clone
of CHIKV encoding luciferase and EGFPwas constructed under CMV
promoter and the virus was rescued by direct DNA transfection in
HEK293T cells. The virus was blindly passaged in Vero cells and
monitored for EGFP expression and by reverse transcriptase PCR,
using primers ﬂanking the reporter gene. The presence of two vari-
ants of plasmid in the plasmid preparation and in the bacterial
colony was also conﬁrmed by PCR.
Results: We found that the recombinant virus upon passag-
ing in Vero cells lost the EGFP expression (Fig 1a). The loss of
EGFP was also conﬁrmed from the viral RNA by reverse transcrip-
tase PCR (Fig 1b). The plasmid clone preparation used to transfect
HEK293T cells was examined for contamination by PCR that con-
ﬁrmed the presence of two variants of plasmids, with reporter and
without reporter (Fig 2a). Re-transformation was done to remove
contamination and to get a pure clone. The colony PCR on the trans-
formants again conﬁrmed the two variants of plasmids (Fig 2b).
This could arisedue to the recombinationbetween twosubgenomic
promoters ﬂanking the reporter,which causes accumulation of two
variants of plasmids that in turn gives rise to two types of viruses.
This in turn results in the efﬁcient replication of the virus with
a shorter genome than the recombinant virus with reporter and
eventually the reporter is lost.
Conclusion: In conclusion we report the reason for the insta-
bility of the Alphavirus double subgenomic infectious cDNA clone,
which arises due to recombination in the bacterial host and not in
the mammalian cell. Plaque puriﬁcation of the recombinant virus
with reporter can be employed to recover the virus with reporter
and express the foreign genes from the recombinant virus
http://dx.doi.org/10.1016/j.ijid.2016.02.950
Type: Poster Presentation
Final Abstract Number: 43.215
Session: Poster Session III
Date: Saturday, March 5, 2016
Time: 12:45-14:15
Room: Hall 3 (Posters & Exhibition)
Inhibition of CCL2 dependent human
cytomegalovirus replication by tricin
T. Murayama ∗, R. Yamada, K. Matsubara, H.
Sadanari
Hokuriku University, Kanazawa, Japan
Background: Human cytomegalovirus (HCMV) infection is
a widespread opportunistic pathogen in immunocompromised
individuals. So, HCMV infection is still associated with severe
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morbidity and mortality. HCMV can enhance the expression
of a CC chemokines, CCL2 and CCL5. HCMV infection is pre-
sumed to contribute to atherosclerosis, where chemokines may
have a pathogenic role. Elevated levels of CCL2 are observed in
atherosclerotic plaques, where macrophages with the expression
of a speciﬁc receptor for CCL2, CCR2, abundantly inﬁltrate. Thus,
HCMV and CCL2 may cooperatively contribute to atherosclero-
sis. Our recent study revealed that tricin (4’,5,7-trihydroxy-3’,5’-
dimethoxyﬂavone) has anti-HCMV activity in a human embryonic
lung ﬁbroblast cells (HEL). In the present study, we revealed that
HCMV-induced CCL2 expression further augments HCMV infection
and that tricin exerts its anti-HCMV activity by targeting CCL2.
Methods & Materials: HCMV Towne strain was propagated in
HEL cells. Infectious virus productionwas titrated by using a plaque
assay. The tricin compound used was synthetic. siRNAs targeting
CCL2 and recombinant human CCL2 were purchased from a com-
pany. Proteins were detected using the ECL system by Western
blot analysis. Gene expressions were detected using the reverse
transcription quantitative real-time PCR analysis.
Results:We ﬁrst examined the effects of HCMV infection on the
expressionofCCL2.HCMVinfection inducedCCL2andCCR2expres-
sion at the mRNA levels and the protein levels in HEL cells. CCL2
siRNA treatment reduced HCMV virion production, and this reduc-
tionwas reversed by the addition of CCL2.We further observed that
CCL2 siRNA, but not control siRNA, reduced the expressionofHCMV
immediate early gene and HCMV UL54 gene in a dose-dependent
manner. Thus, HCMV infection can activate the CCL2-CCR2 interac-
tions to further enhance HCMV infection and/or replication. Next,
we observed that HCMV-induced CCL2 mRNA and protein expres-
sion was inhibited by tricin and exhibited inhibitory activities
against HCMV replication. Thus, tricin exerts its anti-HCMV activi-
ties at least partly by inhibiting the expression of a CCL2, which can
support HCMV infection and/or replication.
Conclusion: These results suggest that CCL2 is one of the
chemokine involved in HCMV replication and tricin is a novel com-
pound with potential anti-HCMV activity.
http://dx.doi.org/10.1016/j.ijid.2016.02.951
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Background: All 4 serotypes of dengue viruses (DENVs) have
been co-circulating in Sri Lanka for more than 3 decades. However,
people in the Northern part of Sri Lankawere isolated from the rest
of the country due to travel restriction as a result of recently ended
war. Thus the circulating DENV in the Northern part of Sri Lanka
has not been investigated and this is such a study to describe the
epidemiology of DENV serotypes and their association to DHF in
the northern Sri Lanka from 2009 to 2012.
Methods & Materials: Demographic data and blood samples (5
mL / patient) were collected from 765 patients suspected of hav-
ing DF / DHF from all medical and paediatric wards of the Teaching
Hospital, Jaffna from 2009 to 2012. Viral RNA was extracted from
patients’ sera using Qiagen viral RNA mini kit (Cat No 5206). Iden-
tiﬁcation and typing of DENVwere carried out using a combination
of RT-PCR and a single-tube multiplex PCR. Primers described by
Lanciotti et alwere used to detect the C and PrM genes of the DENV.
Results: Of the 765 patients, 205 were positive for DENV RNA
by the RT-PCR. Of the 205 RT-PCR positive patients, 64 were from
2009 / 2010 outbreak and the rest were from 2011/2012 outbreak.
Distribution of DENV-1, DENV-2, DENV-3 and DENV-4 were found
in 12 (18.7%), 19 (29.6%), 25 (39%) and 1 (1.5%) patients, respec-
tively in the 2009/2010 outbreak. Seven (10.9%) had co-infection
with DENV-2 and DENV-3. In contrast, in the 2011/2012 outbreak
DENV-1was found to be the dominant serotype (55.3%) and DENV-
4 was not found in any patients. In 2009/2010 outbreak severe
forms of DHF was caused by DENV-2 and DENV-3 (86%). However,
in 2011//2012 more than one third cases of DHF were caused by
DENV-1.
Conclusion: A shift in the circulating DENV serotypes was
observed in the northern Sri Lanka. This shift might be due to the
movement of people from the Northern Province Sri Lanka to other
parts of the country and vice versa.
http://dx.doi.org/10.1016/j.ijid.2016.02.952
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Background: The global outbreaks caused by the re-emerging
strains of Chikungunya virus (CHIKV) have attained special sig-
niﬁcance with the reported incidences of CNS complications. The
studies on the interferon and inﬂammatory cytokine responses
show that theyplay a key role in theoutcomeof encephalitis caused
by many alphaviruses. In order to understand the pathogenesis of
CHIKV induced CNS infection, we explored themodulation of these
cytokines in the brain tissue of neonatal mice models upon virus
infection.
Methods&Materials: Balb/cmice, post-natal day 3 (PN3), (n= 6
each)were either infected subcutaneouslywith 10 plaque-forming
units (pfu) of a low-passage clinical isolate of CHIKV or mock
infected with the culture media alone. Mice were monitored daily
formorbidity/mortality and clinicalmanifestations. The brain from
infected mice were collected after perfusing with ice cold PBS. Half
the brainwas used for transcript level analysis of immune genes by
qRT-PCR while the other half was used for plaque assay to quantify
the viral titre.
